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Abstract of EP0732584 

An assembly suitable for identifying a code 
sequence of a biomolecule. The assembly 
includes means comprising a near-field probe for 
generating a super-resolution chemical analysis 
of the portion of a biomolecule; and means for 
correlating the super-resolution chemical analysis 
of the portion of the biomolecule with a broad 
spectral content of a referent biomolecule, for 
generating a code sequencing of the portion of 
the biomolecule. 
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Description 

FIELD OF THE INVENTION 

This invention relates to an assembly and method 5 
suitable for identifying a code sequence of at least a 
portion of a biomolecule. 

BACKGROUND OF THE INVENTION 

10 

Four classes of biological molecules are known, 
namely, those comprising proteins, lipids, carbohy- 
drates and nucleic acids. Nucleic acids, in turn, com- 
prise two subsumed classes: DNA which is a genetic 
component of all cells, and RNA which usually functions 75 
in a synthesis of proteins. 

The purview of the present invention extends to bio- 
molecules, generally, but a working point for the sake of 
pedagogy is now established by referencing biomole- 
cules comprising DNA. DNA is emphasized because it 20 
is the prime genetic molecule, carrying all hereditary 
information within chromosomes. 

DNA stands for deoxyribonucleic acid. The DNA of 
most cells resides in a cell's nucleus. Its structure com- 
prises long chains of relatively simple molecules called 25 
nucleotides. Each nucleotide comprises three parts: (1) 
a phosphate group stripped of one special oxygen 
atom, whence the prefix "deoxy"; (2) a sugar called 
"ribose"; and (3) a base. It is the base alone which dis- 
tinguishes one nucleotide from another - thus it suffices 30 
to specify a base to identify a nucleotide. The four types 
of bases which occur in DNA nucleotides are adenine 
(A); guanine (G). cytosine (C) and thymine (T). 

A single strand of DNA comprises many nucle- 
otides strung together like a chain of beads. DNA usu- 35 
ally comes in double strands, that is, two single strands 
which are paired up, nucleotide by nucleotide, in the 
form of the well known DNA double helix. 

DNA carries a vast array of information through its 
nucleotide sequence. Accordingly, the order of nude- 40 
otides (considered as a linear progression e.g., "A T T C 
G G A C C....") is highly varied. A nucleotide sequence 
may comprise inter alia a single nucleotide, a duplet 
(adjacent pairs of bases), a codon (three consecutive 
bases), a gene (a portion of a strand which codes for a 45 
single enzyme), a strand of arbitrary nucleotides, or a 
genome comprising a total set of DNA molecules for an 
organism (e.g., 3x1 0 9 nucleotides for a human cell). 

SUMMARY OF THE INVENTION so 

Our work relates to a novel approach, assembly 
and method for biomolecular code sequencing. We pro- 
ceed from the following considerations. 

First, we set forth why it is significant and of great 55 
utility to have a biomolecular code sequencing capabil- 
ity. This effort, secondly, can help elicit problems, diffi- 
culties and constraints in an attempt to realize and effect 
such a capability. Thirdly, we situate what is of perti- 



nence with respect to the prior art as it relates to this sit- 
uation. Finally, we define the novel assembly and 
method of the present invention, and argue that it 
addresses and solves the problems to be overcome in 
realizing a qualitatively new approach comprising bio- 
molecular code sequencing. Furthermore, we set the 
novel assembly and method in apposition to the prior 
art, thereby highlighting its novel and unobvious 
aspects as well as attesting to its advantages. 

Accordingly, we assume firstly that one somehow 
has nucleotide sequencing information, and that this 
information may be accessed by conventional computer 
techniques. Then, once in the computer, nucleotide 
sequences can be scanned (at least theoretically, in 
some cases) inter alia for RNA synthesis, a presence of 
inverted palindromes, preferred segments of potential Z 
- DNA (alternating purine and pyrimidine stretches), 
homologies to other known DNA sequences, mutation 
detection, genotyping, genetic database comparing, or 
large-scale supersequencing specifying a human 
genome by way of its component nucleotides and their 
location with respect to the entire genome. 

It is believed that this recital makes self-evident the 
significance and utility of a biomolecular code sequenc- 
ing capability. At the same time, it provokes outstanding 
difficulties, problems and constraints implicit in an 
hypothesized method for effecting such a sequencing 
capability. For example, a genome comprises approxi- 
mately 10 9 nucleotides and has an average length of 
approximately 0.6m, and a single nucleotide has an 
average length of approximately 1 to two angstroms. A 
candidate methodology must at least, therefore, some- 
how be able to resolve one nucleotide from an adjacent 
nucleotide, presumably without damage to the nucle- 
otide, and resolve significant numbers of such nucle- 
otides with precision and accuracy and within a 
meaningful time span. 

Two important and representative prior art method- 
ologies that are pertinent to this situation comprise sep- 
aration techniques including gel electrophoresis and 
free-solution electrophoresis. 

Gel electrophoresis requires a physical separation 
of DNA fragments produced during a sequencing reac- 
tion. Instruction on conventional gel electrophoresis 
may be found in (1) J. Sambrook, E.F. Fritsch, T. Mani- 
antis, "Molecular Cloning: A Laboratory Manual" (Cold 
Spring Harbor Laboratory, N.Y 1989), (2) AT. Bankier 
and B.G. Barrel, "Nucleic Acids Sequencing: A Practical 
Approach", Eds. E.M. Howe, C.J. Rowlings, IRL Press, 
Oxford 1989, pp. 37-73, which instruction is incorpo- 
rated by reference herein. 

In overview, gel electrophoresis methodology typi- 
cally comprises the steps of: (1) fragmenting a DNA 
strand to be sequenced into a series starting from the 
same point on the strand, each fragment different in 
length to the other by one nucleotide; (2) labelling each 
fragment with e.g., fluorescent tags which can fluoresce 
at different colours depending on the end base (A,T, C 
or G); (3) doing gel electrophoresis for sequentially sep- 
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arating the fragments into bands of decreasing molecu- 
lar size; and (4) using a suitable detection means for 
determining the end label of each band. 

To this end, present gel electrophoresis methodol- 
ogy relies on a dispersion in the mobility of the DNA 
molecules with length to separate and effect bands in 
an electric field. Gel electrophoresis methodology, as it 
is presently understood, accordingly, is therefore disad- 
vantageous^ limited to approximately 700 bases 
(nucleotides) because there is a saturation in the dis- 
persion for molecular lengths longer than 700 nucle- 
otides. Further, due to the low dispersion and mobility, it 
takes several hours to achieve the separation of 700 
nucleotides. It is true that this speed can be marginally 
increased by having several lanes/up to say 36 
sequencing different portions of a strand. 

An important advantage of the present invention is 
that, notwithstanding the present difficulties or deficien- 
cies of gel electrophoresis, as just noted, it is able to off- 
set or remedy these limitations, so that as modified or 
reevaluated from the standpoint of the present inven- 
tion, gel electrophoresis can provide a significantly 
enhanced utility. This advantage comes about in the fol- 
lowing way. 

The present invention includes a method which can 
resolve at least a portion of a biomolecule specifically 
distinguishable against chemically complex back- 
grounds. In one embodiment, the present invention can 
be used for determining a code sequence of large 
duplex DNA molecules in polyacrylamide gels using 
conventional electrophoretic equipment. 

In explanation of this advantage, we note that a crit- 
ical parameter that may limit the performance of present 
gel-based techniques is a band-broadening of DNA 
sequencing reactions, as they are separated through a 
fixed distance of gel at continuous field strengths, often 
ranging from 50-400 V/cm. The size-dependence of 
band widths may be a result of various mechanisms of 
reorientation and migration of the nucleic acid frag- 
ments in the gel, such as diffusion and thermal gradient 
broadenings. 

Now, when a sample biomolecule migrates through 
a polymer solution chemically cross-linked, such as 
polyacrylamide or agarose gels, an overall friction coef- 
ficient can become a complicated function of the pore 
size in the gel, the size of the sample and the electric 
field strength, thereby limiting resolution. 

Several approaches based upon the use of capillar- 
ies or pulsed fields can partially overcome this limit of 
resolution (C.R. Cantor et al., Pulsed-Field gel electro- 
phoresis of very large-DN A molecules Annual Review of 
Biophysics and Biophysical Chemistry, vol. 17, 287, 
1988). 

A spatial resolution of the detection system may 
also be a source of band broadening, relying on the fact 
that a detector does not interrogate an infinitely thin sec- 
tion of the sample as it reaches a finite detection vol- 
ume, thereby precluding single nucleotyde resolution. 
Present confocal-fluorescence microscopes typically 



provide a far field detection system to interrogate either 
capillaries or slab gels with a limiting sensitivity, defined 
as a signal-to-noise ratio of 1 , or about 1 0* 1 7 mole of f lu- 
orescently labeled DNA per band and a spatial resolu- 

5 tion ranging from 10 urn (Smith L.M., et al., Nature, vol. 
321, 12 June, 1986). Based upon several theoretical 
approaches of band broadening in sequencing analysis 
by gel electrophoresis (Y.F. Chen et al., Anal Chem., 62, 
496-503, 1990), a theoretical peak width of a band may 

10 be determined to be a complex function of starting con- 
ditions (i.e., injection time and volume), detection (spot 
size of the focused laser beam), diffusion and thermal 
gradient variances. 

Now, starting conditions begin with an injection 

is process. 

During an injection process, which comprises load- 
ing biomolecules in the gel, the biomolecules are not 
stacked by moving boundaries of buffer conditions, and 
the biomolecules therefore enter the gel at different 

20 rates corresponding to their electrophoretic velocity in 
the gel, thereby contributing to the net effect on the 
band width variance. Subsequent detection of the bio- 
molecule may comprise using a focused laser with a 
Gaussian beam profile. For this situation, a standard 

25 deviation of the beam profile can be estimated to be 
equal to one-half the beam spot. This yields a detection 
variance of the form 



where w is the spot size. In most conventional equip- 
ment, lenses or fiber optics may be used to focus the 
laser on the slab gel or filled gel capillary vessel, but due 
to an orthogonal direction of the excitation radiation with 

35 the emitted radiation, the numerical aperture of the lens 
of the optical detection system may therefore be limited 
to about 0.20-0.75. For example, several collinear 
arrangements for on-column detection in capillary elec- 
trophoresis have been reported using narrower capillar- 

40 ies and higher numerical aperture, permitting more 
fluorescence to be collected, thereby contributing to 
sensitivity improvement. 

In preparation for gel electrophoresis, a sample is 
loaded in each lane of a slab gel in a well of typically 0.4 

45 mm x 6 mm, or 2.4 mrrp, whilst for example in a 50 urn 
capillary, the surface area of the top of the gel is one 
thousandth of that in the slab gel, corresponding to 
about 10* 17 mole of sample in a given band. Accord- 
ingly, loading conditions not taking advantage of sample 

so stacking and optical diffraction threshold of detection 
system may be significant sources of band broadening, 
affecting resolution. 

In sharp contrast, the procedures and embodi- 
ments of the present invention define innovative 

55 approaches to overcoming the above limitations by 
employing, in a specific embodiment, a mechanism that 
can focus sample bands to the sample dimensions, at 
least 0.1 micron, and a near-field detection system that 
permits spatial resolution beyond the diffraction limit, 
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thereby extending the limit of concentration detection to 
at least the mass of a single molecule. 

One way to increase conventional gel electrophore- 
sis low mobility is to use free-solution electrophoresis. 
Here, there is no dispersion in mobility with molecular 5 
length (M bases). This is due to the fact that mobility 
(velocity divided by electric field) is equivalent to electric 
charge divided by friction coefficient, and both electric 
charge and friction coefficient scale linearly with molec- 
ular length, M. In Mayer et al (Anal. Chem. 1994, 66, io 
1777-1780), there is a proposal for attaching a large 
molecule at the end of each fragment in order to add a 
constant friction contribution to each. In this way, mobil- 
ity is no longer independent of the number of bases. 
Theoretical calculations based on this reference sug- is 
gest that dispersion can allow one to separate 3000 
nucleotides in five minutes, in a best case comprising a 
far field detection limit. 

Finally, we reference in passing proposed 
advanced technologies comprising large-scale auto- 20 
mated DNA sequencing methodologies, namely, apply- 
ing mass spectrometry to fast sequencing DNA, or 
sequencing by hybridization. See references 1) R.J. 
Lewis et al, J.AM. Chem. Soc, 113, 9665, 1991 and 2) 
R. Drmanac et al, "Sequencing of Magabase Plus DNA 25 
by Hybridization Theory of the Method" in Genomics, 
vol. 4, pp. 114-118 (1989), respectively. 

We have now discovered an approach to biomo- 
lecular code sequencing which is qualitatively distinct 
from the prior art. This different approach is manifest in 30 
a novel method and assemblies suitable for identifying a 
code sequence of at least a portion of a biomolecule. 

The method comprises the steps of: 

1 ) using a near-field probe technique for generating 35 
a super-resolution chemical analysis of the portion 

of a biomolecule; 
and 

2) correlating the chemical analysis with a broad 40 
spectral content of a referent biomolecule for gener- 
ating a code sequencing. 

One assembly comprises: 

45 

1) means comprising a near-field probe for generat- 
ing a super-resolution chemical analysis of a por- 
tion of a biomolecule; 

and 

50 

2) means for correlating the super-resolution chem- 
ical analysis of the portion of the biomolecule with a 
broad spectral content of a referent biomolecule, for 
generating a code sequencing of the portion of the 
biomolecule. 55 

Another assembly comprises: 



1) first means for migrating and separating a portion 
of a biomolecule in a gel; 

2) second means comprising a near-field probe for 
generating a super- resolution chemical analysis of 
the portion of the biomolecule; 

and 

3) third means for correlating the super-resolution 
chemical analysis of the portion of the biomolecule 
with a broad spectral content of a referent biomole- 
cule, for generating a code sequencing of the por- 
tion of the biomolecule. 

A further assembly comprises: 

1) first means for migrating and separating a portion 
of a biomolecule in a free-solution; 

2) second means comprising a near-field probe for 
generating a super- resolution chemical analysis of 
the portion of the biomolecule; 

and 

3) third means for correlating the super-resolution 
chemical analysis of the portion of the biomolecule 
with a broad spectral content of a referent biomole- 
cule, for generating a code sequencing of the por- 
tion of the biomolecule. 

The present invention as defined can realize sev- 
eral significant advantages. 

First of all, the novel method and assembly have an 
immanent capability for generating nucleotide sequenc- 
ing information of such a quality, quantity and time- 
responsiveness, that heretofore even merely theorized 
applications requiring such information can now 
become a straightforward reality. For example, the 
invention can be employed for developing a map that 
accurately reflects both individual nucleotide identifica- 
tion (i.e., A, G, C and T) and the location of an individual 
nucleotide with respect to a strand of arbitrary length, 
including an entire genome. 

In this sense, moreover, the present invention can 
evince a remarkable versatility, since it may be selec- 
tively and variously employed e.g., in dependent steps, 
for: 

1) identifying a first nucleotide from a second(adja- 
cent) nucleotide; 

or 

2) locating with respect to an arbitrary strand or to a 
genome, a location of an identified nucleotide; 

or 

3) identifying a first duplet, codon, gene from a sec- 
ond (adjacent) duplet, codon, gene; 

or 
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4) locating with respect to an arbitrary strand or to a 
genome, a location of an identified duplet, codon, 
gene. 

To this end, the present invention has a capability 
for generating a fast and/or high throughput code 
sequence e.g., comprising at least 1000 bases/portion 
of biomolecule, preferably at least 100 kilobases 
bases/portion of biomolecule within less than 1 hour, 
particularly an entire human genome within less than 
one day, for example, 3 kilobases in less than 5 minutes. 

Other advantages of the present invention proceed 
from the following considerations. An application of the 
method can generate, for the first time, nucleotide infor- 
mation of a quality and quantity sui generis. This infor- 
mation, in turn, can become a centerpiece for new and 
efficient approaches to gene testing or drug design, 
DNA sequence homology or biomolecular computing. 

Other advantages of the present invention are enu- 
merated below. 

BRIEF DESCRIPTION OF THE DRAWINGS 

The invention is illustrated in the accompanying 
drawing, in which: 

Figure 1 shows an assembly suitable for identifying 
a code sequence of at least a portion of a biomole- 
cule, and of utility in realizing the novel method; Fig- 
ure 2 shows a near-field scanning probe comprising 
an apertureless near-field optical microscope; 

Figure 3 provides a schematic for explaining basic 
concepts about the figure 2 apertureless micro- 
scope; 

Figure 4 shows a chemical modification of a biomol- 
ecule into a sample preliminary to its interrogation 
by a near-field scanning probe; 

Figure 5 shows spectroscopic curves for DNA 
nucleotides; 

Figure 6 shows a spectroscopic curve for an arbi- 
trary biomolecule; 

Figure 7 shows a correlogram based on figs. 5,6; 

Figure 8 shows an assembly employed to realize 
the invention in a free-solution embodiment; 

Figure 9 shows a mathematical relationship of bio- 
molecular diffusion actions in a figure 8 context; 

Figure 10 shows an assembly employed to realize 

the invention in a gel embodimen t; 

and 



Figures 11-13 show further embodiments and 
details of systems and assemblies constructed in 
accordance with the present invention. 

5 Detailed Description of the Invention 

In the interests of clarity, the following detailed 
description of the invention includes sections which are 
chiefly or exclusively concerned with a particular part of 

w the invention. It is to be understood, however, that the 
relationship between different parts of the invention is of 
significant importance, and the following detailed 
description should be read in the light of that under- 
standing. It should also be understood that, where fea- 

15 tures of the invention are described in the context of 
particular Figures of the drawing, the same description 
can also be applied to the invention in general and to the 
other Figures, insofar as the context permits. 

Section one sets forth sundry definitions and exam- 

20 pies of words, phrases or concepts that may be 
abstracted from the summarized invention, or may be 
used to reference preferred embodiments of the inven- 
tion. Section two provides a conceptual overview of the 
present invention with special emphasis on that aspect 

25 of the present invention which comprises coupling a 
near-field scanning probe technique with interrogation 
of a biomolecule. Section three discloses in overview a 
novel assembly that may be used to realize the present 
invention. In a fourth section, we disclose particulars of 

30 a preferred near-field probe included in the section 
three assembly, while in a fifth section entitled "Chemis- 
try", we disclose preferred techniques for preparing a 
biomolecule for sequencing. Section six, entitled "Cor- 
relation", builds on the previous sections, and discloses 

35 how the invention can correlate a chemical analysis of 
an arbitrary biomolecule with spectroscopic data of a 
known such biomolecule. Sections seven and eight are 
dedicated respectively to preferred realizations of the 
present invention in free-solution and gel. Section 9, 

40 finally, builds on the previous sections and discloses fur- 
ther assembly and system details. 

I. Definitions 

45 1. "a code sequence": In reference to a biomole- 
cule, a code sequence means the order of the basic 
building blocks of a macromolecule or equivalent 
chemical compound, for example, amino acids for 
peptides, nucleotides for nucleic acids or a sugar 

so residue for carbohydrates. A code sequence may 
comprise a map that is 1 to 1 congruent with a por- 
tion of a biomolecule i.e., endomorphic, or alterna- 
tively, may be isomorphic with respect to the 
portion. To illustrate this point: assume that an arbi- 

55 trary nucleotide string comprises AAGCATATCG. 
Then, an endomorphic code sequence consists of 
AAGCATATCG, while an isomorphic code 
sequence may comprise alternative nucleotides 
i.e., ACTTG. 
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2. "a portion of a biomolecule": A biomolecule com- 
prises polymeric macromolecules. The present 
method may be used to interrogate the code 
sequence of an entire macromolecuie, or at least a 
preselected portion of a macromolecuie. For exam- 
ple, the method may be used to interrogate the 
code sequence of a fragment of DNA. 

3. "electrophoresis" comprises a separation of mol- 
ecules on the basis of their net electrical charge. 
For purposes of the present invention, electro- 
phoresis may be carried out, e.g., in a gel or prefer- 
ably in a free-solution. 

4. "near-field probe techniques": near-field probe 
techniques can provide a measurement modality 
capable of resolution of a sample beyond the dif- 
fraction limit and capable of atomic resolution imag- 
ing. In brief, the technique may comprise placing a 
subwavelength-sized probe within tens of nanome- 
ters of the sample: Travelling over such short dis- 
tances, radiation has no opportunity to diffract and 
take on its asymptotic far-field characteristics - 
hence the name "near-field". Note that a suitable 
probe may comprise a sharp metallic tip or an 
uncoated silicon and/or silicon nitrate tip, or a tip 
coated with a conductive layer or a molecular sys- 
tem. A near-field probe capability may be realized 
by e.g., a scanning tunneling microscope (STM), an 
atomic force microscope (AFM), an aperture or 
apertureless near-field optical microscope, a near- 
field acoustic microscope, a thermal microscope or 
a magnetic force microscope (MFM). The notion of 
"scanning" references the fact that probe and bio- 
molecule may be in relative motion. Reference may 
be made for example to U.S. Patent Nos. 
5,319,977; 4,343,993; 5,003,815; 4,941,753; 
4,947,034; 4,747,698 and Appl. Phys. Lett. 65(13), 
26 September 1994. The disclosures of each of 
these patents and publications are incorporated 
herein by reference. 

5. "super-resolution chemical analysis" comprises a 
recognition of a chemical species e.g., at least a 
portion of a biomolecule, by analyzing a molecular 
specificity of its spectra or parts thereof, preferably 
by using spatially resolved spectroscopy with phys- 
ical methods, for example, near-field microscopic 
techniques. 

6. "broad spectral content of a biomolecule" means 
a characterization of a spectra e.g., absorption or 
emission or thermal or magnetic properties of a 
pre-defined analyte when it is preferably interro- 
gated by a tuned excitation radiation source with a 
frequency specific to an analyte being monitored, 
ranging from x-ray, UV, visible, IR or microwave of 
the spectrum. 



II. Conceptual Overview of Present Invention 

As alluded to above, the present invention com- 
prises coupling a near-field probe technique with inter- 

5 rogation of at least a portion of a biomolecule to an end 
of generating a super-resolution chemical analysis of a 
portion of the biomolecule under interrogation, and cor- 
relating the chemical analysis with a broad spectral con- 
tent of a referent biomolecule for generating a precise 

10 code sequencing. 

If even theoretically contemplated, it is not techni- 
cally known or obvious outside of the present instruc- 
tion, how one may effect the required coupling. 
Restated, the desired result i.e., the precise code 

15 sequencing, cannot in fact be effected by some sort of 
nominal juxtaposition of a near-field probe and a bio- 
molecule. (cf. imaging). We note that the reason for this 
is that a putative such attempt simply results in a blurred 
and information-less output signal. 

20 The present invention addresses and solves this 
problem by way of preferred novel assemblies suitable 
for identifying a code sequence of at least a portion of a 
biomolecule. Various preferred embodiments of these 
assemblies are disclosed below. 

25 

Overview of Physical Components of Invention As An 
Assembly 

Attention is now directed to FIG. 1 , which shows a 
30 schematic overview 10 of physical components that 
preferably may be assembled in realization of the 
present invention, in particular, for distinguishing a bio- 
molecule 12 against a chemically complex background 
solution 14. 

35 The biomolecule 12 can migrate beneath an inter- 
rogating and preferably movable i.e., scanning (see 
arrows) near-field probe 16. Note that Fig. 1 shows one 
such near-field probe. However, expediencies of interro- 
gation may be realized by suitably ganging a plurality of 

40 near-field probes. Note that the near-field probe 16 can 
function as an excitation source, or alternatively, an 
external excitation source (see FIGS. 8, 10, 12, 13 infra) 
can be used. 

A resultant interrogation signal 18 from the near- 
45 field probe 16 may be detected by a detector 20, com- 
prising, for example, a conventional spectrometer e.g., 
an interferometric system. The detector 20 can gener- 
ate a detection signal 22 for storage and processing on 
a computer 24. For example, an IBM RS 6000 may be 
so programmed for interpreting a sequence of building 
blocks of a biomolecule comprising amino acids in a 
case of proteins, or nucleotides in a case of nucleic 
acids. 

Note in FIG. 1 that the biomolecule 12 is initially 
55 loaded in a container 26 comprising the solution 14, 
preferably using a stretching procedure comprising 
external radiation such as a magnetic field 28, and a 
specific positioning of the biomolecule 12 to a support 
30. This arrangement can facilitate an efficient immobi- 
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lization and stretching of the biomolecule 12, for exam- 
ple, before and during the migration rate, by way of an 
applied electric field generated by a power source 32. 
These points are amplified below, in section V entitled 
"chemistry". 5 

IV. Preferred Near-Field Probe and Detection 

Figure 1 indicates the employment of a near-field 
probe 16 and an excitation source and a detector 20. w 
Further information on preferred such devices is now 
set forth by way of Figures 2,3. 

A preferred apertureless near-field scanning probe 
microscope and detector 34 are shown respectively in 
Figs. 2, 3. The apertureless near-field scanning micro- 15 
scope is preferred because, among other reasons, its 
capability of measuring absorption properties of a sam- 
ple can be extended to a spatial resolution in the sub- 
nanometer regime, thereby realizing single nucleotide 
resolution (cf. nucleotide length a 1 to 2 angstroms). We 20 
note that aperture based systems can also be used, at 
lower resolution e.g., approximately ^ . In particular, 
the FIGs. 2, 3 microscope comprises an apertureless 
near-field optical microscope wherein a light source 
preferably emits spherical light scattering from a sharp 25 
tip, rather than light transmitted through a fine aperture. 

An understanding of the operation of the Figs. 2, 3 
apertureless microscope 34 is now provided by first 
summarizing its mechanical-physical components, and 
then disclosing its theory of operation. 30 

The microscope preferably includes a high numeri- 
cal aperture Nomarski objective 36 (e.g., liquid immer- 
sion objective) that may be used to form two diffraction 
limited spots at the far surface of a transparent sub- 
strate e.g., a glass cover slip 38. A sharp silicon tip 40 of 35 
an AFM cantilever 42, appropriate for non-contact or 
tapping mode, may be approached toward one of the 
two spots using an independent electronic feedback 
loop 44. 

We preferably use an attractive mode AFM in the 40 
"tapping mode" to perform the gap feedback. In this 
mode, the resonating cantilever 42 at e.g., resonant fre- 
quency f r may be made to move toward and away from 
the sample (using a piezoelectric transducer PZT) at a 
frequency f z which is typically much lower than the res- 45 
onance frequency f r The vibration signal at f r may be 
detected in a lock-in amplifier 46, and its average value 
may be used in the feedback loop 44 to control tip- sam- 
ple spacing. By adjusting a piezodrive amplitude 48 at 
frequency f z , we can change the tip/sample interaction so 
conditions from hard tapping to soft tapping or true non- 
contact imaging. 

A theory of operation of the microscope may be 
developed as follows. In general, as shown in Fig. 3, a 
biomolecule 50 placed in close proximity of the probe tip 55 
40 can be interrogated by measuring a modulation of a 
scattered electric field from the end of the probe tip 40. 

In particular, a reflected electric field from the spot 
that impinges on the probe tip 40 comprises two compo- 



nents: a weak scattered field E s from the probe tip 40 
and a strong reflected field E R from the back surface of 
the cover slip 38 (see Fig. 3). The reflected field E R is 
phase advanced by nJ2 relative to the scattered field E s 
due to the Gouy shift through a focused Gaussian 
beam. For small amplitudes of scattered light, the over- 
all phase ZE\ of the reflected beam from the spot that 
impinges on the probe tip is phase delayed by 
A<t> = E S /E r , relative to the phase of the second 
reflected optical spot of amplitude E r The scattered 
field E $ from the tip end can therefore be deduced 
directly by measuring A<|) in a sensitive differential opti- 
cal interferometer 52. Features on the back surface of 
the coverslip i.e., the biomolecule 50, modulate E s as 
the biomolecule 50 is raster scanned relative to the 
probe tip 40. These variations may be recorded sequen- 
tially on a computer in order to generate the data for 
generating a super-resolution chemical analysis of the 
biomolecule 50 which will be used for generating its 
code sequence. (See discussion Section six, infra.) 

The scattered field E s from the probe tip end will in 
general be present on top of a spurious background of 
light scattered from the tip shank and cantilever 42. We 
can reduce the background signal in three ways. First, 
as shown in Fig. 2, we preferably use a confocal 
arrangement 54 for optical illumination and detection; 
this can restrict the detection region to within 100 nm of 
the tip end. Second, we realize that if we modulate the 
tip in z at frequency f z by an amplitude which is approx- 
imately the tip radius, the backscattered light from the 
tip end can have a larger modulation on the biomolecule 
as compared with light scattered from regions that are 
farther away, as we approach the tip very close to the 
sample. Finally, we can further enhance the signals at 
the spatial frequencies of interest (i.e., corresponding to 
the radius of the tip) by vibrating the biomolecule later- 
ally by approximately the tip radius at frequency f x and 
detecting the interferometer signal at the sum frequency 
('* + «■ 

Further shown in Fig. 2 is a laser 56 preferably radi- 
ating vertically polarized light that may be serially 
directed toward the Nomarksi objective 36 via an isola- 
tor 58 (which rotates the polarization by 45°), a beam 
splitter 60 and the spatial filter 54. The objective 36 can 
focus the light to two diffraction limited spots on the back 
surface of the cover slip 38. The reflected light from the 
two spots can return via the pin hole onto the beamsplit- 
ter 60, which can direct it onto a Wollaston 62 used as 
an analyzer and whose axis preferably can be arranged 
at 45° to that of the Nomarski objective 36. 

The two spots emerging from the Wollaston 62 may 
then be detected in a differential photodiode arrange- 
ment 64 in order to yield a signal proportional to the 
phase difference A<|>. The operating principles of such 
differential interferometers are well known and will not 
be described here. For typical laser powers in the mW 
range, the smallest detectable phase difference A<t> is on 
the order of 10" 8 rad/ iHz. 
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We can estimate the ultimate resolution that may be 
achieved with our apertureless microscope 34 by using 
some simple considerations. If we approximate the tip 
end to be a sphere of radius a, and assume an incident 
electric field E„ the scattered spherical wave has an 
amplitude E s = E,/c 2 a/4n: , where k is the optical prop- 
agation constant in air and a is the susceptibility of the 
sphere given by 



= 4*a 3 <^ 
(m 2 + 2) 



(cose) 

. Mi J 



0) 



Here, m is the complex refractive index of the 
sphere, and the polarizability must be chosen depend- 
ing on the incident wave polarization direction relative to 
the scattering angle 9. The reflected wave from the 
cover slip 38 is a concentric spherical wave of amplitude 
E r =(E,/5) (co 0 /NA) , where g> 0 =X/tiNA is the optical 
spot radius and NA is the numerical aperture of the 
objective lens 36. The expected phase difference A<|> 
between the two spots is then simply E s /E f or 
A$ = 5/c 3 aNA 2 /8rc. Taking a silicon or metal tip (i.e., 
m 2 »1) of radius a and otj, we have, 



A<|>«J/cVNA 2 . 



For a coherent, shot noise limited phase detection sys- 
tem with mW laser power, we can show that 
10" 8 rad/VHz! . This would suggest that for He- 



min" 



Ne laser light (I = 633 nm) with NA=0.85, a*1.7A, i.e., 
the resolution reaches single nucleotide detection and 
even the atomic level. 

V. Chemistry 

Attention in this section is directed to preferred pro- 
cedures for preparing a biomolecule, for example DNA, 
for sequencing in conjunction with separation by elec- 
trophoresis and detection by a near-field probe. 

A separation of large molecules preferably is based 
on a modification of electrophoresis in free aqueous 
solution. Here, the electrophoretic velocity is dependent 
on the ratio of an electrical force and a frictional force. 
For example, since a duplex DNA strand bears an effec- 
tive charge of at most 0.5 electron per base pair, the 
electrical force on the molecule is also constant per unit 
length, and thus the electrophoretic velocity can only be 
dependent on size e.g., by an addition of a monodis- 
perse or protein chemical with high friction coefficients 
(for example, streptavidin), since this action is most 
favorable for additional friction to manifest. A subse- 
quent attachment of the end-labeled macromolecule to 
a magnetic molecule or microsphere can provide a pre- 
ferred means of manipulating the molecules by an 
external magnet, as starting and advancing together, 
thereby resulting in a higher resolution of the separation 



step. Separation speed and resolution are dependent 
on factors controlling bandwidth. 

In accordance with the above arguments, this 
invention provides a mechanism for controlling the initial 

5 conditions of the electrophoresis, for example as sam- 
ple loading, employing specific chemical methodology. 
To this end, Fig. 4 illustrates in principle how we pro- 
pose to thether and then align a biomolecule for focus- 
ing a band in the range of the sample dimensions. In the 

w case of DNA, fragments, typically from a few bases to 
an entire genome, may be made by using all of the cur- 
rent strategies for obtaining products of sequencing 
reactions. In FIG. 4, magnetic monosized particles or 
beads 66, for example, ferritin or Dynabeads,™ respec- 

15 lively, can be used to immobilize a sample 68 onto the 
surface of a substrate (not shown) thereby allowing 
positioning and extending of the molecule under the 
strength of combined static electric and magnetic fields. 
A Fig. 4 sample 68 comprises an end-labeled biomole- 

20 cule 70 having an absorbant tag 72 at one end, and an 
anchoring chemical 74 e.g., a biotin at the other end. 

When a strong electric field (for example 10 6 V/m or 
up to the limit of the dielectric breakthrough of the solu- 
tion) is switched on, the migration rate of the sample is 

25 retained, linear and distinguishable from random 
Brownian motion, by applying a stretching electromag- 
netic force necessary to straighten DNA molecules, for 
example, as long as genomic DNA. This step can be 
performed by using the method or derivatives recom- 

30 mended by the manufacturer in the Dynabeads prepa- 
ration kit (Dynal AS, Oslo, Norway) or by other 
equivalent published methods. 

The Fig. 4 sample 68 can be conjugated to the 
magnetic particles either covalently (via carboxyl-, 

35 hydroxyl-, or amino groups on the solid surface) or non- 
covalently by streptavidin-biotin interactions types (par- 
ticles coated with streptavidin 76), thereby building a 
complex chemical assembly 78. 

In this case, the FIG. 4 streptavidin 76, a protein 

40 with four high affinity binding sites for biotin, may be 
reacted with biotinylated DNA fragments (for example, 
prepared by PCR). Due to a strong binding constant of 
the complex biotin-streptavidin (i.e. K d <10" 15 M), this 
bond is resistant to various buffer conditions and to the 

45 stretching force in an alignment process. For long 
nucleic acids, typically double stranded DNA, better 
coupling may be obtained respectively by carbodiimide- 
mediated end- attachment of 5' phosphate and 5' Nhfa 
modified nucleic acids to amino- and carboxyl beads, 

so with a success of 20-65% of DNA end-attached. 

By an appropriate choice of coupling conditions, 
and another covalent end-attachment of nucleotides to 
magnetic particles e.g., via urethane type of linkage, 
yields to 100% end-attachment of the sample 68 to the 

55 support particles 66 can be established, as it is 
described by V. Lund et al., in Nucleic Acid Res., 16(22), 
10861-80, 1988. 

In addition, an appropriately biotinylated sample, 
for example, with unknown size-distribution, may be 
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treated by staining with an absorbant dye, binding pref- 
erentially at least to A-T pairs and G-C pairs in the case 
of DNA. Labeling with fluorescent dyes requires that 
they are compatible with broadband excitation sources, 
preferentially having high quantum yields and extinction 
coefficients for a resultant high sensitivity. In this con- 
text, current commercial methodologies may be readily 
utilized. A sequence-independent staining can be real- 
ized when the distinguishable chemical species, for 
example, an amino acid or oligonucleotide, is measured 
through its absorption properties as a function of the 
wavelength. 

VI. Correlation 

The present invention comprises a step of correlat- 
ing a super-resolution chemical analysis of a portion of 
a biomolecule, (provided by way of using a near-field 
scanning probe technique), with a broad spectral con- 
tent of a referent biomolecule, for thus generating a 
code sequencing. We now discuss this step in overview 
and then in detail, accentuating the concept included in 
the limitation "correlating", and with reference to illustra- 
tive Figures 5,6 and 7. 

In overview, we first address an analeptic problem - 
namely, the "whence", the "how", and the "what" of pro- 
viding a broad spectral content of a referent biomole- 
cule. 

With respect to the "whence", we note that the 
broad spectral content of a referent biomolecule may be 
derived from that of an arbitrary biomolecule that itself is 
being interrogated by way of a near-field probe, and 
therefore may act as an internal referent Alternatively, 
however, the broad spectral content of a referent bio- 
molecule may be derived from that of an independent or 
second known biomolecule. 

With respect to the "how", we note that a broad 
spectral content of a referent biomolecule may be gen- 
erated by a near-field or a far-field technique - which- 
ever is commercially pragmatic. 

With respect to the "what", we note that, on the one 
hand, if the near-field probe is used to generate a super- 
resolution chemical analysis of a portion of an arbitrary 
biomolecule comprising e.g., respectively, absorption or 
emission or thermal or magnetic characteristics, then, 
on the other hand, a broad spectral content of a referent 
biomolecule preferably is of such a related (preferably, 
identical) characteristic i.e., absorption or emission or 
thermal or magnetic, that a meaningful or viable correlo- 
gram may be constructed based upon common such 
characteristics. 

In detail and by way of example, Fig. 5 shows refer- 
ent spectroscopic data (from Handbook of Biochemistry 
and Molecular Biology, Nucleic Acids, Vol. I, Gerald F. 
Fasman, CRC Press) comprising absorption spectra 
80,82,84,86 for the four nucleotides which make up bio- 
molecules comprising DNA, namely, guanine, cytosine, 
adenine and thymine. As just explained, these spectra 
may be derived from near-field or far-field techniques, 



whichever is commercially pragmatic. Fig. 6 shows an 
output signal 88 (provided by way of using the near-field 
scanning probe technique) and comprising arbitrary 
spectroscopic data. The step of "correlating" compre- 

5 hends establishing or mapping an identification of the 
Fig. 6 output signal 88 to the referent spectroscopic 
data 80-86. In this case, the Fig. 6 output signal 88 
uniquely maps to the Fig. 5 data 86 i.e., thymine, as 
shown in Fig. 7 by way of a correlogram 90. 

10 As illustrated in the FIGS. 5-7 example, we may 
define "correlation" as an association between a refer- 
ent and a sample data set which are spectroscopically 
quantitative and/or qualitative in nature. The analysis 
process may be illustrated by figure 7, which shows a 

15 general test: whether there is an association of some 
kind between the referent and measured sample date. 

The whole correlation process, starting from the 
reading of output results, may be continued by a calcu- 
lation of a correlation coefficient representing an equiv- 

20 alence of the two data sets, with an accuracy preferably 
chosen to be > 95%. If and when an ambiguity is pro- 
duced, the output may be returned to the correlation 
process via additional steps in order to yield data statis- 
tically suitable for indexing data, for example, as spread- 

25 sheet numbers or as a correlogram plotting successive 
correlation. 

When a sequence of a biomolecule is generated, 
the sequence can be manipulated in various ways to 
gain biological information, such as in the case of gene- 

30 mapping or to match amino acid sequences on proteins. 
A detection of homologies (similarities) between biomol- 
ecules or portion of a biomolecule, or the detection of 
any pattern of a biomolecule may preferably be 
achieved by using an algorithm based upon those 

35 described in commonly assigned US Patent Serial No. 
923,203 filed 7/31/92, and incorporated by reference 
herein. 

VII. The Invention In a Free-Solution Embodiment 

40 

Attention is now directed to FIG. 8, which shows an 
assembly 92 that preferably is employed to realize the 
present invention in a free-solution embodiment. 

The assembly 92 includes an excitation source 94 

45 preferably comprising a CW or pulsed laser with tunable 
frequency in UV, visible or IR part of the spectrum. The 
source 94 preferably transmits an optical energy 
through a first beam splitter 96, thereby dividing the inci- 
dent beam into reference and signal beams. The refer- 

50 ence beam preferably is directed through a mirror 98 to 
a detector 100 such as an interferometer. The signal 
beam preferably enters an objective lens 102 preferably 
comprising a liquid immersion lens, which preferably 
can be collinearly arranged with an oscillating near-field 

55 probe 1 04 and a chemical absorbant species 1 06 com- 
prising a biomolecule. 

During a free-solution electrophoresis, the species 
106 can be monitored while it is migrated in a liquid 
stream through or along a fluid channel 1 08. A scattered 
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and 



or 



field generated by the sample interacting with an eva- 
nescent field diverging from the end of the probe 104 
can be serially propagated into the far field through the 
objective 102, a beam splitter 110, and then combined 
with the reference beam in the interferometric detector s 
100, where the fields may be detected by measuring an 
amplitude or phase of the combined beams. 

The detector 100 can yield a signal at a dithered 
frequency f d which can be connected as one input to a 
lock-in amplifier 112. The other input of the lock-in io 
amplifier 1 12 can be a reference signal at frequency f d . 
The lock-in amplifier 112 can provide an output signal 
representative of the optical properties of the sample 
species 106, which is then preferably filtered by means 
of a high-pass filter 114, in order to reduce the back- 15 
ground signal by selecting the high spatial frequencies. 
The measured signal variations can be recorded with 
time in order to spatially separate the successive signal 
detections of the various migrating species so that a 
biomolecular sequence 1 16 can be readily read, stored 20 
and/or manipulated in a computer 1 18, as shown in Fig. 
8. 

In order to provide a better understanding of the 
present invention, the mathematical relationship com- 
bining free-solution electrophoresis and near-field 
detection is explained below, in conjunction with FIG. 9. 
The basic concept of near-field detection relates to the 
method described in the US Patent No. 4,947,034, Aug. 
7, 1990 and incorporated by reference herein. 

In accordance with Fig. 9, we assume ideal starting 30 or 
conditions - i.e., all molecules start exactly at the same 
plane (i.e., 5 function in x). In the presence of an electric 
field E, the molecules drift with a velocity V(M) which 
depends on the length M of the molecule. At the same 
time, the bands spread out due to diffusion (diffusion 35 
constant D). We can therefore calculate a time (t) nec- 
essary to separate bands containing two lengths of mol- 
ecules M and M + 1: 



where n(M) is the mobility and Sv is the difference in 
velocity for two molecules of lengths M and M + 1. For 
the two bands to separate, the spread 6x due to diffu- 
sion (VSDf , where S is a constant of order ten) must be 
inferior or equal to the spread caused by the velocity 
dispersion 6 v, i.e.,: 

t - 5v = JSDt 
where a diffusion coefficient is 



D = 



VqKb t 
p(/W+a) 



t = 



SD 
6v 2 



t = 



SD 



(1) 



25 The lengths needed for separation can be 
expressed by the following equations: 



USD r ( 8n, -1-2 



(2) 



The diffusion spread is: 



6x = f 
Sv 



v = \i(M)E 



40 



In the case of an end-labelled DNA complex, as 
described in section V, FIG. 4 supra, the mobility of such 
a complex in free solution is a function of a friction coef- 
ficient a and an effective charge p due to the end-label. 
In view of the following discussion, the free-solution 
mobility can be expressed as: 



(M-P) 
(M+a)' 



Thus, 



45 



(3) 



If we choose the starting conditions where the width 
of a band is w 0 instead of zero, we can write: 



50 



6x= JSDt 



< 1+ sd7> 



1/2 



3v _ F d\i 



55 



and going through the same arguments as previously 
demonstrated, we have: 



6v 



aivi 
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L = 



\xSD 



[(1+(1 +Y 2 ) 1/2 )] 



(4) 



where: 



with: 



2Ew, 



SD 



dM ^°(M+a)2 



For large molecules, y « 1 , we have: 



Sk B T(M+a)HM-p) 

Ep(a + p)2 () 



Therefore, for M » a, M » p the maximum 
number of bases that can be Interrogated for a fixed 
migration distance L is: 

rpV(a+p)2 1 1/3 



where V = E L 

Equation (4) is similar to equation (3) derived by 
Mayer et al. a Anal. Chem., 66(10), 1777-1780, 1994, 
except for a small numerical factor close to unity. Based 
upon these calculations and using standard optical dif- 
fraction limited measurement schemes, it is suggested 
that, in the case of DNA sequencing, nearly 3000 bases 
can be separated in 5 minutes with an initial dispersion 
bandwidth of 1 micron under 100 kV. 

According to the present invention, by applying a 
voltage close to the dielectric breakthrough of the solu- 
tion, for example, as 10 4 - 10 5 V/cm, and enhancing the 
detection limit, the theoretical separation performance 
can be improved. For example, with a field strength 10 
times stronger, the separation length decreases by 10 
times as well as the diffusion spread down to 0.1 
micron, whilst the duration of separation decreases by a 
factor 100. Accordingly, the investigators of this inven- 
tion have demonstrated near-field measurements with 
spatial resolution of 0.8 nm, thus permitting achieving 
sequencing speeds that are at least 100 times faster 
and capable of sequencing longer molecular lengths 
than far field detection. 

VIII. The Invention In a Gel Embodiment 

Attention is now directed to Fig. 10, which shows an 
assembly 120 that may be used to realize the invention 
in a gel embodiment. 



The FIG. 10 assembly 120 includes a light source 
122, preferably comprising a laser coherent beam oper- 
ating at fixed or tunable frequency in CW mode or 
pulsed mode in the x-ray, UV, visible, IR or microwave 
5 part of the spectrum. The light source 122 can transmit 
an excitation radiation to a beam splitter 124, thereby 
dividing the beam into reference 126 and signal 128 
beams. 

The reference beam 126 can be reflected on a mir- 

w ror 1 30 and then directed to an interferometric detection 
system 132. The signal beam may be serially transmit- 
ted through a beam splitter 134, and an optical element 
136 (preferably with refractive index matching liquid and 
preferably comprising a liquid immersion lens), for 

75 focusing the signal beam at an optical diffraction limit 
spot size on the surface of a band 138 of a gel 1 40 illu- 
minating a sample. The illumination of a band compris- 
ing a sample is preferably at an angle above the critical 
angle, thereby providing an evanescent field. 

20 The sample is preferably loaded in a slab gel or a 
gel tube (glass or quartz tubing ranging from 1mm to a 
few microns internal diameter; typically an 8% polyacry- 
lamide/6 M urea gel) connecting two containers of 
standard electrophoresis buffer kit (Biorad, Pharmacia 

25 Biotech). The sample can be made to migrate through 
the gel 140 with the aid of a power source, thereby cre- 
ating a steady or a pulsed electric field. 

The incident signal beam 128 can impinge an end 
of an apertureless near-field probe 142. The near-field 

30 probe 142 preferably has small dimensions, on the 
order of atomic dimensions, and therefore preferably 
comprises a sharp metallic tip or an uncoated silicon tip 
or a tip coated with a conductive layer, thereby improv- 
ing confinement of the electromagnetic field. 

35 Employing a mechanical or piezoelectric means 
144 e.g., a piezoelectric tube, the probe 142 can be 
moved in the x and y directions above the sample band 
138 for positioning a specific region of the band of the 
gel. The piezoelectric tube can be used to dither the 

40 probe 142 in the z direction (for example, with a vibra- 
tion amplitude of about 1-100 nm at 100-300 kHz). 

The signal beam is forward scattered by the tip and 
reflected back through the sample into the same colli- 
mating lens 136, then transmitted through the beam 

45 splitter 1 34 to the interferometric detection system 1 32. 
The detection system 132 is capable of measuring the 
phase or amplitude of the optical beams, for example, 
by means of an optical differential Nomarski or any 
other interferometer, thereby providing an output signal 

so representative of the sample optical properties with 
atomic or sub-nanometer spatial resolution. 

Fig. 10 also shows an assembly utilizing an aper- 
tured near-field probe 146 preferably comprising a 
tapered glass probe. The construction and dimension- 

55 ing of such tapered glass probes are well known in the 
art, and are described, for example, in US Patent No. 
5,272,330, Dec. 21, 1993, incorporated by reference 
herein. FIG. 10 shows that light from the light source 
122 may be focused onto the sample band 138 by 
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means of the optical element 136 which preferably com- 
prises a liquid immersion lens. The reflected or emitted 
light may be collected by the apertured near-field probe 
146 and directed via a cylindrical lens 148, an objective 
lens 1 50, and filters 1 52 to a detector 1 54. The detector 
1 54 preferably comprises a photomultiplier or avalanche 
photon diode counter. 

The present invention illustrates several embodi- 
ments in a so-called collection-transmission mode, but 
alternatively, a collection-reflection mode is also readily 
realized mutatis mutandis. See, for example, US Patent 
Nos. 4,947,034, Aug. 7, 1990 and. No, 4,917,462, Apr. 
17, 1990. 

The sample preparation for the method of the 
present embodiment of this invention may be conducted 
by reference to the known art, for example, using the 
procedures described by the manufacturers of 
sequencers (Applied Biosystems, Pharmacia Biotech). 
Typically, proteins can be prepared by Edman's derivati- 
zation in N-terminal or C-terminal sequencing method 
using alternative derivatizing reagents commercially 
available from e.g., Hewlett-Packard, whilst nucleic 
acids such as DNA can be prepared by chemical 
method (Maxam and Guilbert) or enzymatic method 
(Sanger), prior to electrophoresis, as described in 
"Molecular Cloning: A laboratory Manual", Sambrook, 
Maniatis, Coulsen, Cold Spring Harbor Laboratory, 
1989. In the case of DNA, amplification reactions of 
DNA segments can also be performed by the polymer- 
ase chain reaction (PCR) using published methods. An 
electrophoretic gel may be prepared from polyacryla- 
mide or its equivalent gel, at various concentrations 
ranging from an ultra-thin gel up to a slab gel. The frag- 
ments of a sample or like may be conventionally loaded 
into the gel wells (4 lanes corresponding to the 4 
bases). The fluorescent dye-labeling of oligonucleotides 
used in automated techniques is also practicable. 

IX Preferred Assemblies 

We now disclose a system, which may be microfab- 
ricated, that can provide high speed separations while 
permitting one to run a full sequence of an original bio- 
molecule that can be used for high-throughput DNA 
sequencing. We describe a technique of free-solution 
electrophoresis coupled with a physical process, lead- 
ing to an accurate initial positioning of a sample followed 
by near-field scanning probe microscopy detection. The 
detection scheme can provide high accuracies in col- 
lecting the data points required to make a base call (see 
Section VI, supra) and in securing manipulations of a 
particular sequence, for example on a DNA strand as 
long as 3000 bases, at least 100 times faster than prior 
art techniques. 

In accordance with the present invention, the imple- 
mentation of in situ near-field spectroscopic technique 
under well-defined free-solution flow can provide a 
means of improving critical operating parameters in 
electrophoretic processes, in particular in gel matrices 



such as agarose gels in DNA sequencing. At high field 
strengths, molecular mobilities jlx do not vary logarithmi- 
cally with molecular size M due to complex molecular 
distortions by the field. In free-solution, the oligomeric 

5 behavior is observed to be in an oriented and stretched 
coiled configuration, resulting in approximately linear 
dependence of mobilities, defined as the velocity v per 
unit field E, on field strength. In the case of nucleic 
acids, larger molecular size can linearly lead to a higher 

io charge density, thereby resulting in constant charge/fric- 
tion ratios, and thereby generating size-independent 
mobilities preventing separation. 

According to this invention, the modification of the 
charge to friction ratio by attaching high-friction coeffi- 

15 cient species coupled with simultaneous axialized mag- 
netic field excitation can produce size- dependent free- 
solution migration, assuming no significant hydrody- 
namic or field heterogeneities. Various aspects of the 
mathematical formalism of this invention, as well as the 

20 estimation of the performance of the method, have been 
described in Section VII, supra. Here, we describe basic 
experimental configurations that can be used to 
sequence 3000 bases in 3 seconds, if one takes a con- 
tainer typically 10 cm long, whilst keeping an applied 

25 voltage of 100kV, initially defining and detecting band 
widths with an accuracy below 0.1 microns. 

Figure 1 1 shows a system 156 suitable for this pur- 
pose. The system 156 comprises a light source 158, 
preferably including a metal-coated strip that can func- 

30 tion as a small near-field probe aperture 1 60. The probe 
aperture 160 covers a container 162 comprising a fluid 
channel 164, having an inlet 166 and an outlet 168 and 
a pair of parallel electrodes 170. The electrodes 170 
preferably comprise vacuum evaporated aluminum or 

35 silicon electrodes. Note that higher throughput may be 
obtained by employing n probes per channel or n 
probes per n channels. A light detector 172 may be 
combined with this arrangement, as shown, in order to 
detect the light emitted from an illuminated biomolecular 

40 sample 174. 

Electrodes and insulating glass or silicon oxide sur- 
faces inside the channel 164 preferably are surface 
treated, for example, with fluorosilane, to prevent non- 
specific macro-molecular adhesion. This method can 

45 introduce covalently linked carboxyl groups on the sili- 
con oxide surface, thereby increasing negative charge 
density and thereby preventing DNA anchorage. 

The sample solution can be introduced from the 
inlet 166 and dragged or pumped to the fluid channel 

so 164 that can handle up to large DNA's of several hun- 
dreds kilobases. At the same time, the electrodes may 
be energized for aligning the biomolecular sample 174 
onto one electrode surface 170. 

The biomolecular sample 174 preferably is end- 

55 labeled with a magnetic molecule such as ferritin or a 
magnetic bead bound to a large monodisperse labelling 
protein, or chemicals like streptavidin, and can be elon- 
gated with an end fixed at an electrode when an electro- 
magnetic field B is applied. Note that the free-solution 
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electrophoresis must be performed in a specific medium 
satisfying the hydrodynamic drag and the electrostatic 
requirements, such as the electrode configurations and 
the electric field conditions. (See Section VII, supra.) 

At first, a strong magnetic field gradient B and a 
weak electric field E can induce an alignment of the mol- 
ecules at one electrode 170. Then, a high voltage, typi- 
cally generated by a 100kV power supply 176 may be 
applied to the electrode 170 so that the field drags the 
flowing biomolecules 174 towards the other uncovered 
electrode 170. 

Since biomolecules 174, and in particular DNA 
stretched by an electric field E, can shrink back to ran- 
dom-coil conformation, a constant magnetic excitation 
B preferably is kept, thereby retaining the stretched 
molecular conformation when the electric field E is 
turned lip {E>-\0 6 VIM). 

The strength of the magnetic field B may be gener- 
ated by using one electromagnetic device 178, for 
example, producing up to 2 Telsa, with the proviso that 
the net magnetic force is strong enough to pull the bio- 
molecule against the electrodes 170 and overcome the 
Brownian motion. 

Biomolecules 174 migrate toward a detection 
region where qualitative and quantitative near-field 
measurements may be made by measuring either the 
fluorescent intensity of dye-labels along a biomolecular 
length, using for example a photomultiplier, or the 
absorption properties of readable bases, using an opti- 
cal spectrometer. 

The spatial resolution provided by this physical 
process, leading to biomolecular manipulation coupled 
with the advantage of near-field measurement and free- 
solution separation, enables the location of each migrat- 
ing biomolecule or fragment within a spatial resolution 
below the diffraction limit, so that the reconstruction of a 
total code sequence can become accurate and fast. 

An application of such a device FIG. 1 1 system 156 
may be found in a detection of DNA probe/target hybrid- 
ization technique. Here, a DNA sample may be dena- 
tured, i.e., separated into two single-strands, and 
deposited on an array of immobilized single-stranded 
nucleic acids fragments in the fluid channel 164 of the 
previously described microfabricated silicon oxide sur- 
face. Formation of a hybrid among a tagged sample with 
DNA probes of a known sequence can indicate that the 
target sequence complementary to the respective 
anchored probes exist in the sample. A detection of 
optically readable tags (succinylfluorescein derivatives 
or other commercially available chemicals) can be 
achieved by using a near-field optical technique. 

The above anchorage event may require a simulta- 
neous electrostatic interaction by using an additional 
electrode configuration (i.e., perpendicular to sample 
migration), regardless of how nucleic acids probes may 
be fixed, as well as an addition of divalent positive ions, 
such as calcium or magnesium ions, in fixing the frag- 
ments onto the glass or (quartz) fluid channel 164. The 
ions can act as an adhesive between the negatively 



charged DNA and the negatively charged substrate. It is 
also possible to obtain a similar surface treatment by 
plasma discharge in an appropriate environment (for 
example, amylamine and derivatives). 

5 The FIG. 11 system 156 preferably comprises an 
integrated device. Our attention is now directed to FIGS. 
12 and 13, which show illustrative assemblies that may 
be employed for providing an accurate readout of base 
sequences interrogated by the FIG. 1 1 system 156. 

10 FIG. 12 shows an assembly 180 suitable for read- 
out for a case where a near-field detector comprises an 
aperatured probe 182. In particular, the FIG. 12 assem- 
bly 180 includes a near-field probe 182 comprising a 
small microlithographic window, through which a light 

15 signal may be transmitted to a sample 184 and col- 
lected by a detector 1 86. 

The geometry of the near-field probe 182 window 
preferably is chosen based on the following considera- 
tions: (1) a width (x) of the window parallel to a migrating 

20 fluid flow direction is made small enough, typically about 
20 nm in thickness, thereby restricting a sample in the 
near-field for better resolution, whilst (ii) a perpendicular 
width (y) may be somewhat larger to accept fluores- 
cense measurement over a certain number of mole- 

25 cules (184) when they are scanned with a laser beam 
and the emission collected through a high N.A. (numer- 
ical aperture) liquid immersion objective 188. A thin alu- 
minum layer of approximately the thickness of three 
penetration skin depths (30 nm) can be used as an 

30 opaque screen material. 

As the near-field probe 182 response function is 
dependent on the sample to probe spacing, the thin 
transmissive silicon membrane at the bottom of the light 
source element has to be made in approximately the 

35 same size as the aperture size for better resolution. 

A laser light source 190 can be coupled into the 
near-field probe 182, with an optical fiber 1 92 preferably 
acting as either an excitation or collection optical ele- 
ment that can be adjusted close to the sample or even 

40 scanned by using standard piezoelectric tubes 194. 

The process for data acquisition may be accom- 
plished by recording the optical intensity collected from 
the high N.A. liquid immersion lens 188. The light is then 
preferably sent through a combination of a mirror 196 

45 and a series of notch filters 198 for discriminating the 
emission light from the residual laser excitation light. 
The light is subsequently detected, preferably by way of 
the detector 186 which preferably comprises a photom- 
ultiplier or a high quantum efficiency low noise photodi- 

so ode. (See U.S. Patent No. 5,272,330, incorporated by 
reference herein.) 

As the near-field probe 182 is preferably vertically 
modulated (about 10 nm p-p), the near-field signal is 
sent to a lock-in amplifier 200 in order to demodulate a 

55 resultant AC signal. An independent feedback loop 202 
can also be used to control probe-sample spacing via 
an acoustic optical modulator (AOM) and a controller 
204. 
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Note that in accordance with this embodiment, the 
light path can be reversed from a transmission mode to 
a collection mode - but the sensitivity of the near-field 
measurement in the collection mode may be weaker. 
The collection mode can be realized by using similar 
conjugated optical elements (188', - 196', - 198', - 186'), 
as shown in FIG. 12. 

Attention is now directed to FIG. 13 which shows an 
assembly 206 suitable for readout for a case where a 
near-field probe comprises an apertureless probe 208. 

The apertureless probe 208 preferably comprises a 
microfabricated strip 210, on a sub-10 nm scale, prefer- 
ably placed on the top of a thin supporting membrane 
212. The membrane 212 may be set into vibration at a 
frequency preferably near its resonance (for example, 
100-300 kHz, spring constant in the 10-50 N/m) by the 
action preferably of a piezo-electric ceramic element 
214, thereby producing a movement parallel to an elec- 
trophoretic flow induced by applied electromagnetic 
fields. 

An illuminating laser source 216 preferably outputs 
polarized light that preferably is passed through a 
Nomarski liquid immersion objective 218 (or a Wollas- 
ton prism) via an isolator 220 (which can rotate the 
polarization by 45 degrees), an expander 222, and a 
beamsplitter 224. The light is then preferably split into 
two orthogonally polarized beams resulting in two spots 
brought across the fluid channel into two foci on the 
micro- fabricated strip 210. 

The reflected light from the two spots returns via 
the beamsplitter 224 onto an analyzer 226, comprising 
a Wollaston prism positioned with its axis at 45 degrees 
with respect to the Nomarski prism 218. The reflected 
beams are thereby preferably recombined by way of a 
differential photodiode arrangement 228 for detecting 
an output signal proportional to the phase difference 
imparted to the scattered field from the tip. During the 
electrophoresis, as the biomolecular sample migrates 
relative to the near-field probe 208, variations of the 
electric field of the tip are modulated by the sample 
properties, and they are recorded sequentially through 
an electronics comprising a lock-in amplifier 230 and a 
controller 232, and then by way of a computer 234. The 
computer 234 can correlate the raw data from the band 
and determine the code sequence of the biomolecule in 
a manner described above in Section VI. 

Claims 

1. An assembly suitable for identifying a code 
sequence of at least a portion of a biomolecule, the 
assembly comprising: 

1) means comprising a near-field probe for 
generating a super-resolution chemical analy- 
sis of a portion of a biomolecule; 
and 



2) means for correlating the super-resolution 
chemical analysis of the portion of the biomole- 
cule with a broad spectral content of a referent 
biomolecule, for generating a code sequencing 
5 of the portion of the biomolecule. 

2. An assembly comprising: 

1) first means for migrating and separating a 
10 portion of a biomolecule in a free-solution or in 

a gel; 

2) second means comprising a near-field probe 
for generating a super resolution chemical 

is analysis of the portion of the biomolecule in 

conjunction with the first means; 
and 

3) third means for correlating the super resolu- 
20 tion chemical analysis of the portion of the bio- 
molecule with a broad spectral content of a 
referent biomolecule, for generating a code 
sequence of the portion of the biomolecule. 

25 3. The assembly according to claim 2, 

wherein said first means comprises an electro- 
phoretic system, a slab gel, an ultra-thin gel or a gel 
tube. 

30 4. The assembly according to claim 3, 

wherein the electrophoretic system comprises: 

1) a fluid channel for loading a running free- 
solution for separating a portion of a biomole- 

35 cule; 

and 

2) an electrode configuration associated with 
the fluid channel for establishing a first field 

40 gradient for generating an electrophoretic 

migration. 

5. The assembly according to claim 4, 

further comprising a second field gradient acting in 
45 cooperation with said first field gradient for defining 
an initial stretch-and-positioning of the portion of 
the biomolecule at an electrode. 

6. The assembly according to claim 5, 

50 comprising a first and second field gradient control 
means for controlling the electrophoretic migration 
and separation of the portion of the biomolecule 
with respect to the electrode configuration. 

55 7. The assembly according to claim 5, 

wherein said first field gradient is electrostatic and 
said second filed gradient is magnetic or wherein 
the first and second field gradients are electrostatic. 
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16. The assembly according to claim 15, 

wherein said apertured near field scanning probe 
comprises a tapered glass probe. 

5 17. The assembly according to claim 15 or 16, 

wherein said detector operates in collection-reflec- 
tion mode. 

18. The assembly according to any one of the preced- 
10 ing claims 1 to 17, comprising a programmable 
computer for correlating the super-resolution chem- 
ical analysis with the broad spectral content of the 
referent biomolecule. 

is 19. The assembly according to any one of the preced- 
ing claims, further comprising means for relatively 
scanning the probe and a portion of the biomole- 
cule, said means comprising a piezo-electric tube. 

20 20. A method suitable for identifying a code sequence 
of at least a portion of a biomolecule, the method 
comprising the steps of: 

1) using a near-field probe technique for gener- 
25 ating a super- resolution chemical analysis of 

the portion of a biomolecule; 
and 



8. The assembly according to any one of the 
preceding claims 4 to 7, further comprising a vis- 
cous drag means or optical force means acting in 
conjunction with the first field gradient for defining 
an initial stretch-and-positioning of the portion of 
the biomolecule at an electrode. 

9. The assembly according to any one of the preced- 
ing claims 2 to 8, wherein said first and second 
means comprise a microfabricated integrated 
device. 

10. The assembly according to claim 3, 

wherein said gel tube comprises a capillary having 
an internal diameter of a few microns. 

1 1 . The assembly according to claim 2 or 3, 

further comprising means for applying an electric 
field in conjunction with the first means. 

12. The assembly according to any one of the preced- 
ing claims 2 to 1 1 , comprising means for applying a 
pulsed electric field for effecting the migrating and 
separating of the portion of the biomolecule. 

13. The assembly according to any one of the preced- 
ing claims 1 to 12 comprising: 

1) at least one apertureless near-field scanning 
probe, the or each probe comprising means for 
measuring a scattered electromagnetic field 
interacting with the portion of the biomolecule; 
and 

2) an interferometric detector for measuring a 
variation in the scattered electromagnetic field, 
thereby generating the super-resolution chemi- 
cal analysis of the portion of the biomolecule. 

14. The assembly according to claim 13, wherein said 
interferometric detector operates in a collection- 
transmission mode or in a collection-reflection 
mode. 

15. The assembly according to any one of the preced- 
ing claims 1 to 14, comprising: 

1) an apertured near-field scanning probe for 
measuring a fluorescence of a portion of a bio- 
molecule; 

and 

2) a detector comprising a photon-counter for 
counting fluorescent photons emitted by a por- 
tion of a biomolecule, for thereby generating 
the super-resolution chemical analysis of a por- 
tion of a biomolecule. 



2) correlating the chemical analysis with a 
30 broad spectral content of a referent biomole- 

cule for generating a code sequencing of the 
portion of the biomolecule. 



21. The method of claim 20, wherein said step using a 
35 near-field probe technique comprises using an 
apertureless near-field scanning probe for interro- 
gating absorption properties characteristic of a por- 
tion of the biomolecule. 

40 22. The method according to claim 20 or 21 , 

comprising a step of generating a code sequence 
for a portion of a biomolecule comprising DNA, 
RNA, a protein, a carbohydrate, a protein having at 
least 1000 amino acids per portion, a nucleic acid 

45 having at least 1000 bases/portion, a carbohydrate 
having at least 1000 residue per portion, or purines 
and pyrimidines bases. 

23. The method according to claim 22, 

so comprising generating a code sequence that is 
endomorphic with the bases. 

24. The method according to claim 22 or 23, 
comprising generating within less than 1 hour a 

55 code sequence comprising at least 1000 
bases/portion, or at least 100 000 bases/portion. 

25. The method according to claim 20 or 21 , 
comprising generating within less than one day or 
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less than one hour a code sequence for a biomole- 
cule comprising an entire genome. 

26. The method according to claim 22, 

comprising generating within less than 1 hour a 
code sequence for a portion of a biomolecule com- 
prising a protein having at least 1000 amino acids 
per portion. 

27. The method according to any of the preceding 
claims 20 to 26, comprising a step of interrogating a 
portion of a biomolecule at a resolution below the 
diffraction limit, below the optical diffraction limit or 
from a sub-nanometer resolution up to the diffrac- 
tion limit. 

28. The method according to any of the preceding 
claims 20 to 27, comprising a step of interrogating a 
portion of a biomolecule by near-field acoustic 
microscopy, by magnetic force microscopy, by near- 
field optical microscopy or by near-field thermal 
probe microscopy. 

29. The method according to any of the preceding 
claims 20 to 28, wherein the super-resolution 
chemical analysis comprises absorption spectro- 
scopic information, identifying magnetic properties 
of the portion of the biomolecule, identifying ther- 
mal properties of the portion of the biomolecule, or 
emission spectroscopic information. 

30. The method according to any of the preceding 
claims 1 to 29, comprising a step of separating a 
portion of a biomolecule by a sequencing reaction 
into independent sub-units uniquely identifiable by 
predetermined absorbant labels, by using free- 
solution electrophoresis, by a sequencing reaction 
into independent sub-units uniquely identifiable by 
predetermined magnetic properties, or by using 
gel-electrophoresis. 

31. The method according to claim 30, 
wherein said label is fluorescent. 

32. The method according to any of the preceding 
claims 20 to 31 , comprising initial stretch-and- posi- 
tioning of a portion of a biomolecule at a surface, 
initial magnetic stretch-and-positioning of a portion 
of a biomolecule at an electrode surface, electro- 
static stretch-and-positioning of a portion of a bio- 
molecule at an electrode surface, initial electrostatic 
and magnetic stretch and positioning of a portion of 
a biomolecule at an electrode surface, initial elec- 
tromagnetic stretch-and-positioning of a portion of 
a biomolecule by optical forces at an electrode sur- 
face, or initial stretch-and-positioning of a portion of 
a biomolecule by viscous drag. 



33. The method according to claim 32, 

comprising anchoring a portion of a biomolecule at 
a solid matrix. 

5 34. TTie method according to claim 33, 

comprising end-labeling a portion of a biomolecule 
with large monodisperse labeling proteins or chem- 
icals. 

io 35. The method according to any of the preceding 
claims 20 to 34, comprising generating a fast code 
sequencing, or a high-throughput code sequencing. 

36. The method according to any of the preceding 
15 claims 20 to 35, comprising a step of deriving the 
broad spectral content of the referent biomolecule 
from a portion of the biomolecule itself, or from a 
second independent biomolecule. 

20 37. The method suitable for identifying a code 
sequence of at least a portion of an arbitrary bio- 
molecule, the method comprising the steps of: . 

1) generating a broad spectral content informa- 
25 tion base for a referent biomolecule; 

2) using a near-field scanning probe technique 
for generating a super-resolution chemical 
analysis of a portion of the arbitrary biomole- 

30 cule; 

and 

3) correlating the super-resolution chemical 
analysis for the arbitrary biomolecule with the 

35 broad spectral content information base of the 

referent biomolecule, for generating a code 
sequencing of the portion of the arbitrary bio- 
molecule. 

40 38. The method according to claim 37, 

wherein said step generating a broad spectral con- 
tent information base for a referent biomolecule 
comprises using a far-field detector probe. 

45 39. The method according to claim 37 or 38, 
wherein step 1) comprises 

using a near-field scanning probe for generat- 
ing an absorption information base for a refer- 
50 ent biomolecule; 

said chemical analysis comprises a thermal 
information base for the portion of the arbitrary 
biomolecule; 

55 

and step 3) comprises correlating the absorp- 
tion information base and the thermal informa- 
tion base as a measure of a code sequencing 
of the portion of the arbitrary biomolecule. 
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